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8 Anhang

8.1 Vektorkarten und verwendete Sequenzen
8.1.1 Vektorkarten

8.1.1.1 Expression in Sf9-Zellen durch Baculoviren

pFastBacl mit GST (Firma Invitrogen)

Awrll 4415 Nged IV 127

Bcll 4401

Hpa | 4263
Mur| 4252

multiple Hind Il 4137
claming

site L pooH 402

Tn7L  f1 intergenic
540 region
polyadenwlation

signal

B=t1107 | 35482
EmaB | 3570

BrzH | 835
Polh promater

Py | 1004
BEe | 27580

pFASTBAC™1 Fop | 1151

4775 bp

Fau | 1226
Bap1407 | 3410

Tth111 | 3225
Ezp2| 3176

Bs=R 12945 Alwh | 1850

EccR W 2823
et |l 2765
Betd | 2710
Zap | 2386
Mzt | 2707 ¢
pFastBac™ 1 multiple cloning site and primer binding region: 3342 — 4189 4000
.

4050
suggested sequencing primer .
ﬁ i 5'- TATTCC GGATTATTCA TACC - 3' BamHI  Rsrll BssHIl  EroRI

5'- I A AATAAGTA TTTTACTCTT TTCGTAACAG TTTTGTAATA AAMAAACCTA TAAATATTCC GGATTATTCA TACCGTCCCA CCATCGGGCG CdC.-\TCCCE.JIC TCCC.MdCGC CCGG!-\.-\TTC-\
polyheddn promoter
4150
Stu ] Sal 1 Spel Nat 1 Nga V' Xhbal Pst1 Xhol Sphl  KpnIHind 1 :
.-b\CdCCT.ﬂLCCrTCG.-\JCGACCT C.-klt'.T.-lGTCGCJCECCCC]T G.MTP.T.-\CAG CETGC.-\IJ:T[JT CC.-\GCD\TLJIC GCT.-\I:'IC.-\IIXGC'JT GTCCACAACT ACTAGAGGAT CATAATCAG- 3

stop codons
ATT was the position of the orgimal start codon. The original ATG was mutatec to ATT.
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pBSV-8His mit Signalpeptid zum Export des Proteins aus der Zelle und Hisg-Tag!”

Pvull (9663) Hindlll (1)

[

BglII l Pstl Notl
AGATCTTATAAAT ATGAGACTTCTAGCAAAGATTATTTGCCTTATGTTATGGGCTATTTGTGTAGCACTGCAGGCGGCC
M R L L AKTITICULMULWATILITCVYATLU QQAA
sp

EcoRI Smal poly(A)signal
GCTCCAGAATTCCCCGGGGACGATGACGATAAGCATCATCATCATCATCATCATCATAGTGGATCTTAATAAAGATCG
PROE RRE PASQIUDIND CIDWIDRIGSIHRTH W HOHHER Y DR gl el ikt

>

EK-cleavage site His-tag
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8.1.1.2 Expression in Sf9-Zellen durch Transfektion

pMIB/V5-His (Firma Invitrogen)

Asp718 1|
Kpn |
Sac |
BamH |
Spe |
EcoR |
EcoRVW
Not |
Xhol

Sph
Hind Il

Comments for pMIB/V5-His A

3596 nucleotides

*Frame-dependent variations

OplEZ2 promoter: bases 1-549
OplE2 Forward priming site: bases 511-530
Honeybee melittin secretion signal: bases 565-627
Multiple cloning site: bases 629-721
V5 epitope: bases 734-775
Polyhistidine (6xHis) region: bases 785-802
OplE2 Reverse priming site: bases 812-837
OplEZ2 polyadenylation sequence: bases 820-949
pUC origin: bases 1018-1691 (complementary strand)
OplE1 promoter: bases 1765-2056
EM7 promaoter: bases 2056-2122
Blasticidin resistance gene (bsd): bases 2123-2521
Ampicillin resistance gene (bla): bases 2641-3501



Anhang 93

8.1.1.3 Expression in E. coli (mit Hise-Tag)

pET-15b und pET-28a (Firma Novagen)

PET-15b sequence landmarks
T7 promoter 463-479 EcoR 1(5708)

Epul102 li267)
BamH I{31%)

TT transcription start 452 Aat ll(5635) -_.I_-J Iz :duc-llglllﬁ?gjl
His*Tag coding sequence  362-380 Ssp 1(8517) il v . I[3aE:'| !
%[ulliplc- pluning‘ sites Sea li5183) [ -
(Ndle ] - BamH 1) 319-335 Pyu I(5083) 0l 1(404)
TT terminator 213-259 A l535)

Pst 14058
lac] coding sequence (BGG-1945) Bl Elr?l;rlﬁgjj '1]
pBR322 origin 3882 it
bia coding sequence 4643-5500 L))

Ahd 14713)

Ilu 1(1218)
Bl 1{1230)

EstE I1{1397)

pET-15b

Alwl 1{4236) (5708bp)

Apa l(1427)

E=sH 1{1627)
Hpa 1(1722)

BspLLMA [(3820)

Sap (2704
Est1107 ({3591
Acc 1(2500)
BsaA (3572)
Tth111 1(3565)

PshA 1i2061)

Eag [(2284)
Mru 1{2310)

Bsphd 1(2309)
Bsm 1{2704)

Msc [(2791)

Bpul0 li2o26)

TT promoter primer #69248-2

Bl Il 17 promoter lac operator _tbs

_Mbal
AE.!'I'C'I'!:E.&TCCCRGWT'I'.!..!.'I'M:GAC'I’E!!;T.!TMEGGM'I'TG"I'GAE:GE.!.'I'MC:MT'I'EI:!;I:'I'!:T.&EM&TMTTTTETTT.M.CTTTMWGEM;A

Neo | His*Tag Mde | Xhol BamH |

TATACCAT GG AG A AT L AT AT AT AT A A AR R TR TR LG G AR AGE AT A TAC TR AGRATELGRC TACTAACARAGECC§ A
HetGly3arderH IgHIsHIsHIgH I &H | sSar3arGlyLeau¥al FroArgGly3arH | sHatlauG luAspP rok| wh| ahenlyshloirg

BpuT102 | thrombin T7 terminator

mwGCTmTT‘GcTGC'|'cCcﬁﬂccc“ﬂﬁc&ﬂ'I'.M.CTﬁGCﬁTMCCCCTTGEGGCCTCT&MGEGTCTTWGEETTTTTTG
LysGinvAlaGl ulous et g4 |aThrd |of |uk | nEnd

TT terminator primer #59337-3

pET-15b cloning/expression region
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PET-28a(+) sequence landmarks

TT promoter 370-386
TT transcription start 369
Hise*Tag coding sequence  270-287
TT+Tag coding sequence 207-239
Multiple cloning sites

Xhe li158)
Mot 1i166)

Eag li166)
Hind Ill{173)

BamH [ 193.
Nhe lj231)
Nde l(228)
Nco lizag)

Epu1102 ljao)
Dira llli5127)

(BamH1 - Xhol) 158-203 X'E.a :[ﬁ-35]
[1] ;sl[ J,:r?l It]' :f{l j ll.'l\ﬂ, sefuence ; é []T-;Er :1; ; ; :3|1[L 42}
te Sph lisas)
facl coding sequence T73-1852
pBR322 origin 3286
Kan coding sequence 30054807 Puu l(4426)
f1 origin 49035358 Saf li4428)

The maps for pET-28b(+) and pET-2Bci+)
are the same as pET-28al+) (shown) with
the following exceptions: pET-28b(+) is a

Sma li4200)
o2t Mlu 11122

Bel {1127y
Cla {4117

Nru li4083) BstE llj1204)
5368bp plasmid: subtract 1bp from each site kg
.\ - + i el
beyond BamH [ at 198, pET-28c(+) is a PEtgﬁa( ) = || [Mpa liasa

5367bp plasmid: subtract 2bp from each site

beyond HamH I at 198,

BssH {1524
EcoR Wi1573)
Hpa li1629)

Ecob7 ljarrz

Al 36400
BssS ligaam Pshi li1ges)

BaplLU11 ljaz24) Bal liz1a7;

Sap l(2108) Fap liz208)
Bst1107 lizaa5) Pspb llizz30)
Tth111 lize69)
TT promaoter primer #59248-3
pET up:strsam prlrner #60214-3 T7 promatar lac operator xbal _bs
MMCTCGﬂTCL’CECW-l'I'TM'I'MGM;'I'I.':M:Ta.'I'AGRGMTTETmﬁﬂﬂﬂmﬁu"ﬁCCCTcT&WA'I'MI'I'TTTGTH&MTT'I'M.HMGAU:
_Neol His+Tag _Nds | WNhel T7+Tag
TATM:L’-l'I'GRL’&ECMCClTCl'I’CML’MI:h'l'c&CAGC!GCGECCTGGTGCCGCGCHI:AEI:L’.AT-!.TGGCT&R.&TE&CTGGTGGM&GC.M
HatGlySarSardisHlgH  eH IgHI sH | s3ardars |yLayYa | ProdrghlySarHisHatilalsrHatThrg lyGlyE InGin
thrambin
BamH | EcoR | Sacl _ Sall Hind Il M:rl Hho | Hi=Tag

ATGERTCRL GEATLCRAAT TCRARE TE AT QAR ARGE TTALREG LR AL T COARCACCACLALCAC LACCAL TRAGATECGRC TECTAARARAGELE  pET-2Ra(+]
Hatl | yArgGlySarSivPhal uLouArgirgl | nA | gCyed | yArgThrirghl oProfrofraf raPraleyArgdars |yCysEnd

- R TERGGATE CRAAT TCRARE TL B TERALAACC T TR R CCRC AL TERAGC AL ALCAC CACCACCAC TRABATRCCCETRETAACARARREE pET-2RI(+]
.. Gl yhrghspProfsnierferSerol AcplyslayA | ghl cb | aleyl | yHIgHIxHIxHI£H 1 £H 1 cEnd

- ERTCRGATES GAATT L AGE LR TR ACAAGL T TR G AL A TRGAR AL AL CACCACCAC AL TRAGATERGECTEE T AL ARAGTRL pET-2Bci+]
_.Glyhrgl labrglladrghlafradsr ThrjariaudrgProl | c3ar3arThrThrThrTRrThrThrG iyl [sdrgl aulayThriyePra. . .

Bpul102 | TT terminator
ARG ARG TR AR T TR TR TR A T O A G AATAAL T AR A TAA L e TT e R L TETAAAC R TETTRARGEGETTTTTTE

-——
TT terminator primer #G0237-2
pET-28a-c(+) cloning/expression region
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8.1.1.4 Expression in E. coli (GST-Fusionsprotein)

pGEX-4T-1 (Firma Amersham Pharmacia Biotech)

DGEX-4T-1 (27-4580-01)

Thrombin

|Leu Val Pro ArgiGly SerIPro Glu Phe Pro Gly Arg Leu Glu Arg Pro His Arg Asp
CTG GTT CCG CGT GGA TCC CCG GAA TTG CCG GGRT CGA GTC GAG,CGG CCG CAT CGT GAC TGA

BamH | ECOR I gma1_ Sall xno7 Notl Stop codons

Tth111 |
Aatll

pSj10ABam7Stop7
Pstl

pGEX
~4900 bp

Nar |

EcoR WV

BssH Il

Apa |
BstE Il PBR322

Miu | er
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8.1.1.5 Expression /n vitro im RTS-System™

pIVEX2.3-MCS (Firma Roche)

Apall (178)

T7-Promotor (620-636)
g 10 (675-683)
RBS (686-691)
MCS
Nele | (699)
Not | (708)
Sall (713)
Xhol (718)
Gac | (729)
Sma |l (732)
Linker + Histag (735-761)
Stop (762-767)
EcoR |1 (775)
Bam H | (B0E)
T7-Terminator (876-913)

Hind 11l (402)
Apa LI (3234)

AmpR

pIlVEX2.3-MCS
3553 bp

Apall (1988) Eco RV (942)
Ori  Eco R1(1318) Eco RV (1133)
Hind 111 (1287)
T7-Promator
601 GATCTCGATC  CCGCGAAATT AATACGACTC ACTATAGEGA GACCACARCG
CTAGAGCTAG GGUGCTTTAA TTATGCTGAG TGATATCCCT CTGETGTTGC
gl RES Ndel
651 GTTTCCCTCT AGAAATAATT TTGTTTAACT TTAAGARGGA GATATACATA
CARRCGGAGR TCTTTATTAZ AACAAATTGA AATTCOCTTCCT CTATATGTAT
M
MobI Sall ¥Yhol Sacl Sma Linker Hiz-Tag
701 TGAGCGGEOOE CETOEACTOG  AGOGAGOTOC CGEEECGEGT TCOCTCATCATC
ACTCGCCGEC GCAGCTGAGT  TOCGOTCGAGE  GCCOCCCCCCA AGAGTAGTAG
etSerGlyar gvValispSer SerGluleu GlyGly SerHisHisE
EcoRI
751 ATCATCATCA TTAATARARG GLGUGAATTCC  AGCACACTGG COGGCCGTTAC
TAGTAGTAGT AATTATTTTC CCGCTTAAGS TCETGETGACC GLCGGCAATG

isHisHisHi

5****w*
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8.1.2 Sequenzen der exprimierten Fusionsproteine

8.1.2.1 oa-Schleife in pFastBacl-GST

Aminosauresequenz:

MSPILGYWKI
EFPNLPYYID
DIRYGGSRIA
PDFMLYDALD
WPLOGWOQATF
GICHHRSPST
IDISDISGKQ
AEEWKYVAMV

KGLVQPTRLL
GDYKLTQSMA
YSKDFETLKV
VVLYMDPMCL
GGGDHPPKSD
HTMPOWVRKT
VIGEVIFQTP
IDHRAH

LEYLEEKYEE
ITRYTIADKHN
DFLSKLPEML
DAFPKLVCFK
PMGHHEHHHHG
FIDTIPNVMF
LIKNPDVKSA

HLYQRDEGDK
MLGGCPKERA
KMFEDRLCHK
KRIEAIPQID
RRRASVAAGI
FSTMKRASKE
IEGVKYIAEH

WRNKKFELGL
EISMLEGAVL
TYLNGDHVTH
KYLKSSKYIA
LVPRGSPGLD
KOQENKIFADD
MKSDEESSNA

Rot: a-Schleife, griin: Hiss-Tag, blau: GST, unterstrichen: Thrombinschnittstelle

8.1.2.2 B-Schleife in pFastBacl-GST

Aminosauresequenz:

MSPILGYWKI
EFPNLPYYID
DIRYGGSRIA
PDFMLYDALD
WPLOGWQATF
GICHHRSPNT
NDEYFIRKPA
KEAVEAIKYI

KGLVQPTRLL
GDYKLTQSMA
YSKDFETLKV
VVLYMDPMCL
GGGDHPPKSD
HTMPNWIRQT
GDEFVCPVDNA
AEQLESASEF

LEYLEEKYEE
ITRYTIADKHN
DFLSKLPEML
DAFPKLVCFK
PMGHHEHHHHG
FIETLPPFLW
RVAVQPERLF
DDLKKDWQYV

HLYQRDEGDK
MLGGCPKERA
KMFEDRLCHK
KRIEAIPQID
RRRASVAAGI
IQRPVTTPSP
SEMKWHLNGL
AMVADRRAH

WRNKKFELGL
EISMLEGAVL
TYLNGDHVTH
KYLKSSKYIA
LVPRGSPGLD
DSKPTIISRA
TOPVTLPODL

Rot: B-Schleife, griin: His¢-Tag, blau: GST, unterstrichen: Thrombinschnittstelle

8.1.2.3 vy-Schleife in pFastBacl-GST

Aminosauresequenz:

MSPILGYWKI
EFPNLPYYID
DIRYGGSRIA
PDFMLYDALD
WPLOGWOQATF
GICSLRTPNT
FGIMIKAEEY
DLANFAPEIK

KGLVQPTRLL
GDYKLTQSMA
YSKDFETLKV
VVLYMDPMCL
GGGDHPPKSD
HSLSEKIKHL
ILKKPRSELM
SCVEACNFEIA

LEYLEEKYEE
ITRYTIADKHN
DFLSKLPEML
DAFPKLVCFK
PMGHHEHHHHG
FLGFLPKYLG
FEEQKDRHGL
KSTKEQNDSG

HLYQRDEGDK
MLGGCPKERA
KMFEDRLCHK
KRIEAIPQID
RRRASVAAGI
MOQLEPSEETP
KRVNKMTSDI
SENENWVLIG

WRNKKFELGL
EISMLEGAVL
TYLNGDHVTH
KYLKSSKYIA

LVPRGSPGLD

EKPQPRRRSS
DIGTTVDLYK
KVIDKGAH

Rot: y-Schleife, griin: Hise-Tag, blau: GST, unterstrichen: Thrombinschnittstelle
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8.1.2.4 5-Schleife in pFastBacl-GST

Aminosauresequenz:

MSPILGYWKI
EFPNLPYYID
DIRYGGSRIA
PDFMLYDALD
WPLOGWOQATE
GICHFRTPST
SSSVGYISKA
AASDQLHDET

KGLVQPTRLL
GDYKLTQSMA
YSKDFETLKV
VVLYMDPMCL
GGGDHPPKSD
HVLSTRVKQI
QEYEFNIKSRS
KSGIDSTNYI

LEYLEEKYEE
ITRYTADKHN
DFLSKLPEML
DAFPKLVCFK
PMGHHHHHHG
FLEKLPRILH
ELMFEKQSER
VKOQIKEKNAY

HLYQRDEGDK
MLGGCPKERA
KMFEDRLCHK
KRIEAIPQID
RRRASVAAGI
MSRADESEQP
HGLVPRVTPR
DEEVGNQONLV

WRNKKFELGL
EISMLEGAVL
TYLNGDHVTH
KYLKSSKYIA
LVPRGSPGLD
DWONDLKLRR
IGFGNNNENT
GQTIDR

Rot: 3-Schleife, griin: Hisg-Tag, blau: GST, unterstrichen: Thrombinschnittstelle

Verwendete Primer:

forward:

5°-ACATCATCATCATCATCACG-3

reverse:

5 -TTC CAGTTC CCA ACT TCC -3’

8.1.2.5 5-Schleife in pBSV-8His

Aminosaure-Sequenz:
MRLLAKIICL MLWAICVALQ HEFRTPSTHVL
ADESEQPDWQ NDLKLRRSSS VGYISKAQEY
VPRVTPRIGE GNNNENIAAS DQLHDEIKSG
VGNWNLVGQT IDREFPGDDD DKHHHHHHHH

Rot: 5-Schleife, griin: Hisg-Tag, blau: Signalpeptid, unterstrichen: Schnittstelle der Enteroki-

nase

Verwendete Primer:

forward:

57 - AAA CCG CTG CAG CACTTC CGA ACT CCA AGC -3’

reverse:

57 - AAA CCG CCC GGG TCT GTC AAT AGT CTG GCC -3’

8.1.2.6 5-Schleife in pMIB/V5-His

Nukleotid-Sequenz:

GGCATGCACT
ACAGATCTTC
ATGAGAGCGA
AGTTCTGTTG
CAGAAGTGAA
CGCGAGTCAC
GCTTCAGATC
TTACATTGTG
GGAACTGGAA
GAAGGTAAGC
CGGTCATCAT

TCCGAACTCC
TTGGAAAAGC
GCAGCCGGAT
GGTACATTTC
CTCATGTTTG
TCCAAGAATT
AACTACATGA
AAACAAATCA
TCTAGTGGGC
CTATCCCTAA
CACCATCACC

AAGCACACAT
TTCCACGGAT
TGGCAGAACG
CAAAGCACAA
AAAAACAATC
GGTTTTGGAA
TGAGATAAAG
AAGAAAAGAA
CAGACTATTG
CCCTCTCCTC
ATTGA

STRVKQIFLE
FNIKSRSELM
IDSTNYIVKQ
SGS

GTTCTCTCAA
CCTCCACATG
ATTTGAAGCT
GAATATTTTA
TGAACGTCAT
ACAACAATGA
TCAGGTATCG
TGCCTATGAT
ACAGATCTAG
GGTCTCGATT

KLPRILHMSR
FEKQSERHGL
IKEKNAYDEE

CAAGGGTTAA
TCCCGTGCTG
GCGACGCAGC
ACATCAAATC
GGATTGGTGC
GAACATAGCT
ACAGCACAAA
GAGGAAGTTG
AGGGCCCTTC
CTACGCGTAC
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Aminoséure-Sequenz:
GMHFRTPSTH VLSTRVKQIF LEKLPRILHM SRADESEQPD WONDLKLRRS
SSVGYISKAQ EYFNIKSRSE LMFEKQSERH GLVPRVTPRI GEGNNNENIA
ASDQLHDETIK SGIDSTNYIV KQIKEKNAYD EEVGNWNLVG QTIDRSRGPF
EGKPIPNPLL GLDSTRTGHH HHHH

Rot: 8-Schleife, blau: V5-Tag, griin: Hise-Tag

Verwendete Primer:

forward: 5’-ATA TGC ATG CAC TTC CGA ACT CCA AGC-3’

reverse: 5°-TAA TCT AGA TCT GTC AAT AGT CTG GCC-3’

8.1.2.7 «a7-Schleife in pGEX-4T-1

komplette Nukleotidsequenz:

CACCACCATG
TCTCCTGAAC
ACAAGGTGCG
AGTGTGGAGC
GCTCTACATT
CAGACTCTGG
GAGCACCTCA
CAAGATCCTG
ACGAGAGTGA
GACCCG

ACCCTGATGG
TGGTGTGCAT
GCCAGCTTGT
TGAGTGCAGG
GGCTTCCGAG
GGTCGTATGT
TGCACGGTGC
GAGGAGGTCC
GGTGATCTGC

TGGCAAAATG
GGTTTCTGCG
CAGCACAAGC
TGCTGGGCCA
GCCTGGAGGG
GGCCGTTTGG
ACACCCCTCT
GCTACATCGC
AGTGAATGGA

Aminoséduresequenz des GST-Fusionsproteins:

MSPILGYWKI
EFPNLPYYID
DIRYGVSRIA
PDFMLYDALD
WPLOGWOQATF
CAWFLRMKRL
GPPTSNGNLL
PSDGDPDLAK

Rot: a-Schleife, griin: Thrombin-Schnittstelle, blau: GST, unterstrichen: Anfangs- bzw. End-
punkt der verkiirzten Konstrukte

KGLVQPTRLL
GDVKLTQSMA
YSKDFETLKV
VVLYMDPMCL
GGGDHPPKSD
LNWCAWEFLRM
YIGFRGLEGM
ILEEVRYIAN

Verwendete Primer:

forward:

o7-GKM+EcoRI:
o7-HHH+EcoRI:

reverse:

o7-EEVR+Xhol:

LEYLEEKYEE
ITRYTIADKHN
DFLSKLPEML
DAFPKLVCFK
LVPRGSPEFH
KRPGEDKVRP
HCAPTPDSGV
RNRCQDESEV

CCTAAGTGGA
CATGAAGAGG
CTCGGCGCTG
CCCACCAGCA
CATGCACTGT
CCTGCTCCCC
GATGGGGACC
CAACCGCAAC
AGTTTGCAGC

HLYERDEGDK
MLGGCPKERA
KMFEDRLCHK
KRIEAIPQID
HHDPDGGKMP
ACQHKPRRCS
VCGRLACSPT
ICSEWKFAAC

CCAGAATCAT
CCCGGAGAGG
CAGCCTGGCC
ATGGCAACCT
GCCCCAACTC
AACACATGAT
CCGACCTGGC
CGCTGCCAGG
CTGCGTGGTG

WRNKKFELGL
EISMLEGAVL
TYLNGDHVTH
KYLKSSKYTA
KWTRIILLNW
LASVELSAGA
HDEHLMHGAH
VVDR

57 -GCG AAT TCG GCA AAATGCCTAAG-3°
5’-GCG AATTCCACCACCATGACCC-3

5’ -CCG CTC GAG TTA GCG GACCTCCTCC

a7-RCQ+Xhol:
a7-CSE+Xhol:
a7-VVDR+Xhol:

5’-CCG CTC GAG TTA CTG GCA GCG GAA G
5’-CCG CTC GAG TTATTC ACT GCA GAT C
5’ -CCG CTC GAG TTA GCG GTC CAC CAC
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8.1.2.8 3-Schleife (komplett) in pET-15b

Aminosauresequenz:

MGSSHHHHHH SSGLVPRGSH MHFRTPSTHV LSTRVKQIFL EKLPRILHMS
RADESEQPDW QONDLKLRRSS SVGYISKAQE YFNIKSRSEL MFEKQSERHG
LVPRVTPRIG FGNNNENIAA SDQLHDEIKS GIDSTNYIVK QIKEKNAYDE
EVGNONLVGQ TIDR

Rot: 8-Schleife, griin: His¢-Tag

verwendete Primer:

forward:

5’- AA AAA CAT ATG CAC TTC CGA ACT CCAAGCAC-3
reverse:

5’- AA AAA CTC GAG TTA TCT GTC AAT AGT CTG GCC CA -3’

8.1.2.9 &-Schleife (-7N) in pET-28a

Aminosauresequenz:

MGSSHHHHHH SSGLVPRGSH MHVLSTRVKQ ITFLEKLPRIL HMSRADESEQ
PDWONDLKLR RSSSVGYISK AQEYEFNIKSR SELMFEKQSE RHGLVPRVTP
RIGFGNNNEN TAASDQLHDE IKSGIDSTNY IVKQIKEKNA YDEEVGNQONL
VGQTIDR

Rot: 8-Schleife, griin: His¢-Tag

verwendete Primer:

forward:

5’ - AA AAA CAT ATG CAT GTT CTC TCA ACA AGG GTT -3’
reverse:

5’ - AA AAA CTC GAG TTA TCT GTC AAT AGT CTGGCCCA -3’

8.1.2.10 o-Schleife (-10C) in pET-28a

Aminoséuresequenz:

MGSSHHHHHH SSGLVPRGSH MHEFRTPSTHV LSTRVKQIFL EKLPRILHMS
RADESEQPDW ONDLKLRRSS SVGYISKAQE YFNIKSRSEL MFEKQSERHG
LVPRVTPRIG FGNNNENIAA SDQLHDEIKS GIDSTNYIVK QIKEKNAYDE
EVGN

Rot: 8-Schleife, griin: Hiss-Tag

verwendete Primer:

forward:

5 - AA AAA CAT ATG CAC TTC CGA ACT CCA AGCAC -3’
reverse:

5’ - AA AAA CTC GAG TTA GTT CCC AAC TTC CTC ATC ATA -3’
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8.2 MALDI-Komplettspektrum

Y912 -

6vCl

6.€

x104_

Intens.

1000
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8.3 MALDI-PSD-Spektrum
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MH"-Masse: 758,44 amu
Sequenz: [-L-E-E-V-R (C-Terminus des exprimierten Fusionsproteins)
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8.4  Abkiirzungen und Einheiten

°C
5-HT
A
Abb.
ACh
AChBP
APS
AS
Bar
BCA
BSA
bzw.
CD

cm

DMSO
DNA
dsDNA
DTT
E. coli
ECL
EDTA
EM
ER
FABP
FCS

g

g
GABA

GABARAP
GFP
GST

Grad Celsius

Serotonin

Angstrom

Abbildung

Acetylcholin
Acetylcholin-bindendes Protein
Ammoniumperoxodisulfat
Aminoséure

Bar

Bicinchoninséure

bovine serum albumine
beziehungsweise

circular dichroism (Zirkulardichroismus)
Zentimeter

Dalton

Dimethylsulfoxid
Desoxyribonukleinséure
doppelstringige DNA
Dithiothreitol

Escherichia coli

enhanced chemiluminescence
Ethylendiamin-N,N,N’,N’-tetraacetat
Elektronenmikroskopie
Endoplasmatisches Reticulum
Fettsdure-bindendes Protein
fetal calf serum
Erdbeschleunigung

Gramm

v-Aminobuttersdure

GABA receptor associated protein
green fluorescent protein

Glutathion-S-Transferase
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IPTG
Kap.

LB

m/z
mAb
MALDI
MBP
min
MOI
mol
mRNA
MS
nAChR
nm
NMDA
NMR
NTA
OD
PAGE
PBS
PCR
PDZ

Pfu
pH
PKA
PMSF
PSD

RT
SDS
sog.

TAE

Stunde
Isopropyl-pB-D-Thiogalactopyranosid
Kapitel

Liter

Luria Bertani
Masse-Ladungsverhéltnis
monoklonaler Antikorper

matrix assisted laser desorption and ionisation
maltose binding protein

Minute

multiplicity of infection

Mol

Boten-Ribonukleinsédure
Massenspektrometrie
nikotinischer Acetylcholinrezeptor
Nanometer

N-Methyl-D-Aspartat

nuclear magnetic resonance
nitrilotriacetic acid

Optische Dichte
Polyacrylamid-Gelelektrophorese
phosphate buffered saline
polymerase chain reaction

PSD-95, Discs-large, Zona occludens-1 (diese Pro-
teine enthalten PDZ-Doménen)

plaque forming units

pH-Wert (negativer lg der H;0 " -Ionenkonzentration)
Proteinkinase A

Phenylmethylsulfonylfluorid

postsynaptic density

rounds per minute

Raumtemperatur

sodium dodecyl sulfate

sogenannt

Tris/Acetat/EDTA-Puffer
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TB Terrific broth

TCA Trichloressigsdure

TE Tris/EDTA-Puffer

TEA Tris/Ethanolamin-Puffer

TEMED N,N,N’ N’-Tetramethylendiamin
TFA Trifluoressigséure

TOF time of flight

Tris Tris(hydroxymethyl)-aminomethan
Uuv Ultraviolettes Licht

A% Volt

v/v volume per volume

w/v weight per volume

z. B. zum Beispiel

o-Bgt o-Bungarotoxin

ul/pg

Mikroliter/Mikrogramm
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